The histopathologic diagnosis of the sections was confirmed by two pathologists. Demographic, clinical, and pathologic characteristics of finally selected sections were recorded from the patient's medical files.
Prognostic factors of the tumor, including age, Breslow depth of the tumor (I, II, III), necrosis, tumor infiltrating lymphocytes (TIL; absent, nonbrisk, brisk), and mitotic rate (0, I, II), were determined in each section. Expression of ER-α in all the sections was determined using immunohistochemistry (IHC) method.
Breslow depth separating stage as follows: Stage I -≤0.75 mm, stage II -0.75-1.5 mm, stage III -1.51-3 mm, and stage IV ->3.0 mm.
[13]
The criteria formulated by Clark et al. were used to classify the lymphocytic infiltrate in H and E stained sections. Briefly, lymphocytes were needed to disrupt and surround the tumor cells of the vertical growth phase (VGP) to qualify as TILs, if TILs diffusely infiltrated the entire invasive component or were present and infiltrating across the entire base of the VGP, they are qualified as brisk. TILs were absent if no lymphocytes were present or if lymphocytes were present but did not infiltrate the tumor at all.
Nonbrisk term was used for cases with focal lymphocytic infiltration or infiltrations which are not along the entire base of the VGP. [14] Mitotic rate was considered as grade 1, 2, and 3 by counting in mm 2 , if there was 0-1 mitosis mm 2 grading as 0, 1-10 mitosis mm 2 grading as 1, and >10 mitosis mm 2 grading as 2. The method for mitosis enumeration was the hot spot.
[15]
Immunohistochemical staining
Three to four micrometer slides from selected formalin-fixed, paraffin-embedded tissues were prepared for envision IHC staining.
After preparation of 4 µm thin slides, sections were placed on the poly-l-lysine slides, and then they were deparaffinized and dried in an oven at 60°C for 60 min. After rehydrate, their antigens were retrieved by boiling them in Tris-buffered saline by microwave heat-induced epitope retrieval method. After inactivation of endogenous catalase by using 3% hydrogen peroxide, the slides were incubated with antibodies to ER clone 1D5 (Dako, Carpinteria, CA) for 1 h and secondary antibody for 30 min, and then antibodies was localized and made apparent by streptavidin-biotin method and diaminobenzidine as chromogen. Stained slide was considered as positive if there was nuclear staining: 1 (upto 10% of cells positive), 2 (11-50% positive), and 3 (>50% positive).
Statistical analysis
Obtained data were analyzed using IBM SPSS software (version 18, Chicago: SPSS Inc). Chi-square and t-test were used. P < 0.05 was considered as statistically significant.
Results
In this study, 38 patients with definite diagnosis of malignant cutaneous melanoma were studied. Demographic and histopathologic characteristics of the studied population are presented in Table 1 .
Using envision IHC staining, there were not any cases with ERα expression [ Figure 1 ].
Discussion
The current study was designed to investigate the expression of ER-α in MM. The results indicated no expression of ER-α in MM.
The effects of estradiol in cell are activation in the mitogen-activated protein kinase signaling cascades, calcium flux, the generation of cyclic adenosine monophosphate (cAMP) and IP3, the activation of 
